TABLE 1 . Sequences used during SELEX. 

(all are shown in a 5' to 3' direction, and separated by a blank every 10 bases) 

Sequences involved in SELEX process: 

(P0; DNA template for round 0 of spot SELEX) 

TCGGGCGAGT CGTCTGNNNN NNNNNNNNNN NNNNNNNNNN NNNNNNNNNN 50 
NNNNNNCCGC ATCGTCCTCC C 71 (SEQ ID NO: 1) 
A=dA; C=dC; G=dG; T=dT; N+25% each of dA, dC, dG, or dT 

(5'N7; primer used in PCR steps of SELEX) 

TAATACGACT CACTATAGGG AGGACGATGC GG 32 (SEQ ID NO: 2) 
A=dA; C=dC; G=dG; T=dT 

(3'N7; primer used in RT and PCR steps of SELEX) 

TCGGGCGAGT CGTCTG 16 (SEQ ID NO: 3) 
A=dA; C=dC; G=dG; T=dT 

(Transcription template for round 0 of spot SELEX) 

TAATACGACTCACTATAGGGAGGACGATGCGG-40N-CAGACGACTCGCCCGA 88 bp (SEQ 
ID NO:4) 

ATTATGCTGAGTGATATCCCTCCTGCTACGCC-40N-GTCTGCTGAGCGGGCT (SEQ ID NO: 5) 
A=dA; C=dC; G=dG; T=dT; N=25% each of dA, dC, dG, or dT 

(R0 40N7; nucleic acid library for round 0 of spot SELEX) 

GGGAGGACGA UGCGGNNNNN NNNNNNNNNN NNNNNNNNNN NNNNNNNNNN 50 
NNNNNCAGAC GACUCGCCCG A 71 (SEQ ID NO: 6) 

A=2'-OH A; C=2'-F C; G=2*-OH G; N=25 % each of 2'-OH A, 2'-F C, 2'-OH G, and 2*-F U; U=2'-F U 
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TABLE 1 CONT. Sequences used during SELEX. 
(34N7.21a-21 DNA template for round 0 of biased SELEX) 

GGGAGGACGA TGCGGNNNNN NNNNNNNNNN NNNNNNNNNN NNNNNNNNNC 50 
AGACGACTCG CCCGA 65 (SEQ ID NO: 7) 

A=dA; C=dC; G=dG; T=dT, N=62.5 % NX22284 sequence as DNA and 12.5% of the other 4 
nucleotides (dA, dC, dG, or dT) at each position 

(Transcription template for round 0 of biased SELEX) 

TAATACGACTCACTATAGGGAGGACGATGCGG-34N-CAGACGACTCGCCCGA 82 bp (SEQ 
ID NO: 8) 

ATTATGCTGAGTGATATCCCTCCTGCTACGCC-34N-GTCTGCTGAGCGGGCT (SEQ ID NO: 9) 

A=dA; OdC; G=dG; T=dT, N=62.5 % NX22284 sequence as DNA and 12.5% of the other 4 
nucleotides (dA, dC, dG, or dT) at each position 



(34N7.21a-21 nucleic acid library for round 0, biased SELEX) 

GGGAGGACGA UGCGGNNNNN NNNNNNNNNN NNNNNNNNNN NNNNNNNNNC 50 
AGACGACUCG CCCGA 65 (SEQ ID NO: 10) 

A=2'-OH A; C=2'-F C; G=2'-OH G; N=62.5 % NX22284 sequence and 12.5% of other 4 nucleotides 
(2'-OH A, 2'-F C, 2'-OH G, or 2'-F U) at each position; U=2'-F U 

Sequences used for subcloning. screening, sequencing lieand 
(ML-34; used for subcloning) 

CGCAGGATCC TAATACGACT CACTATA 27 (SEQ ID NO: 1 1) 
A=dA;C=dC; G=dG; T=dT 



(ML-78; used for subcloning) 
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TABLE 1 CONT. Sequences used during SELEX. 

GGCAGAATTC TCATCTACTT AGTCGGGCGA GTCGTCTG (SEQ ID NO: 12) 
A=dA;C=dC; G=dG; T=dT 

(RSP1 ; vector-specific primer used to screen transformants for ligand inserts) 

AGCGGATAAC AATTTCACAC AGG 23 (SEQ ID NO: 13) 
A=dA; C=dC; G=dG; T=dT 

(FSP2; vector-specific primer used to screen transformants for ligand inserts) 

GTGCTGCAAG GCGATTAAGT TGG 23 (SEQ ID NO: 14) 
A=dA; C=dC; G=dG; T=dT 

(RSP2; primer for sequencing ligands) 

ACTTTATGCT TCCGGCTCG 1 9 (SEQ ID NO: 1 5) 
A=dA; C=dC; G=dG; T=dT 

Sequences used to detect specific ligands 
(ligand 14i-l specific primer; ML85) 

GCCAAATGCC GAGAGAACG 19 (SEQ ID NO: 16) 
A=dA;C=dC; G=dG; T=dT 

(ligand 21a-4 specific primer; ML-79) 

GGGGACAAGC GGACTTAG 18 (SEQ ID NO: 17) 
A=dA; C=dC; G=dG; T=dT 

(ligand 21a-21 specific primer; ML-81) 

GGGAGTACAG CTATACAG 1 8 (SEQ ID NO: 1 8) 
A=dA; C=dC; G=dG; T=dT 
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TABLE 1 CONT. Sequences used during SELEX. 



Sequences used for RNAse H cleavage 
(5'N7 cleave) 

CCGCaugcuc cuccc 15 (SEQ ID NO: 1 9) 

a=2 , -OCH 3 A; c=2'-OCH 3 C; C=dC; g=2'-OCH 3 G; G=dG; u=2'-OCH 3 U 
(3'N7 cleave) 

ucgggcgagu cgTCTG 16 (SEQ ID NO: 20) 

a=2'-OCH 3 A; c=2'-OCH 3 C; C=dC; g^-OCH;, G; G=dG; u=2'-OCH 3 U; T=dT 
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TABLE 3. Conditions and results of Spot SELEX 





rrotein 


KJNA 


Washes 1 


oignal/ 


To input 


Incubation 


Pre-adsorb 2 




(pmoles) 


(pmoles) 


(jal/min) 


Noise 








1 


*200 


O AAA 

2000 


2 (500/10) 


4.90 


ND 


4 hrs, 20 C 


No 


2 


*OAA 

*200 


1 CAA 

1500 


O / 1 AAA / 1 A\ 

2 (1000/10) 


1 OA 

1.80 


ND 


0.5 hrs, 37 C 


5 layers, 0.75hrs 


3 


skO AA 

*200 


1 CAA 

1500 


O / 1 AAA /1 A\ 

2 (1000/10) 


C C A 

5.50 


ND 


1 hr, 37 C 


5 layers, 1 hr 


A 

4 


O AA 

200 


1 AAA 

1000 


O / 1 AAA/1 A\ 

2 (1000/10) 


1 1 OA 

11.20 


A 1 O 

0.18 


1 hr 5 37 C 


5 layers, 2.5 hrs 




^0 / 


1 AAA 
1000 


O / 1 AAA/1 A\ 
2 (1000/10) 


1 "7 A 

3.70 


0.06 


1 hr, 37 C 


5 layers, 2.5 hrs 




22 


1 AAA 
1000 


O /1 AAA/1 A\ 
2 (1000/10) 


1 CO 

1.58 


A A"5 

0.03 


1 hr, 37 C 


5 layers, 2.5 hrs 




0/ 


1 AA 
100 


O /1 AAA/OA\ 

2 (1000/20) 


O/C A A 

26.00 


1 OA 

1.30 


1 hr, 37 C 


10 layers, 0.75hrs 




22 


1 AA 
100 


O /1 AAA/OA\ 

2 (1000/20) 


1 1 AA 
1 1.00 


A C£ 

0.56 


1 hr, 37 C 


1 A 1 w » A *t CI. 

10 layers, 0.75hrs 






1 AA 
100 


O ( 1 AAA/OA\ 

2(1 000/20) 


O *7A 

2.70 


A 1 A 
0.10 


1 hr, 37 L 


1 A 1 ^ ^ _ . A TCL _ 

10 layers, 0.75hrs 


0 


22 


C A 

50 


O /1AAA/OA\ 

2 (1000/20) 


OA 7A 

20.70 


1 A A 

1.00 


1 hr, 37 C 


1 A 1 A nr 1 

10 layers, 0.75hrs 




*7.3 


C A 

50 


O /I AAA/OA\ 

2 (1000/20) 


v4 A A 

4.00 


A OA 

0.20 


1 1_ o tOa 

1 hr, 37 C 


10 layers, 0.75hrs 




2.4 


C A 

50 


O / 1 A A A /OA\ 

2 (1000/20) 


1.20 


0.06 


1 hr, 37 C 


1 f\ 1 /\ ^7 ^"1 

10 layers, 0.75hrs 


7 


oo 
22 


7 


<•> /i r\r\r\ i c f\\ 

3 (1000/50) 


24.00 


1.30 


1 hr, 37 C 


10 layers, 1.5hrs 




*7.3 


7 


/1 r\r\f\tcr\\ 

3 (1000/50) 


7.50 


0.40 


1 hr, 37 C 


10 layers, 1.5hrs 




2.4 


7 


^ /■ i r\r\r\ l c f\\ 

3 (1000/50) 


1.50 


0.07 


1 hr, 37 C 


10 layers, 1.5hrs 


o 

8 


*7.3 
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2 (1000/60) 


77.00 


0.41 


0.75 hr, 37 C 


10 layers, 1.5hrs 




o >i 
2.4 


3 


2 (1000/60) 


8.50 


0.04 


0.75 hr, 37 C 
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A "7 

0.7 


3 


/ ■* /\/\/\ /✓"AX 

2 (1000/60) 


LOO 


ND 


0.75 hr, 37 C 


10 layers, 1.5hrs 


Q 
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/.J 


1 


i/i aaa/ta\ 


on AA 


A 

U.23 


1 hr, 37 C 


10 layers, 1.5hrs 




2.4 


1 


2(1000/20) 


4.00 


0.0 1 


1 hr, 37°C 


10 layers, 1.5hrs 




0.7 


1 


2 (1000/20) 


2.50 


0.006 


1 hr, 37°C 


10 layers, 1.5hrs 


10 


7.3 


<1 (no tRNA) 


2 (1000/20) 


13.70 


ND 


0.5 hr,'37°C 


10 layers, 1.5hrs 




7.3 


<1 (10 l tRNA) 4 


2 (1000/20) 


10.50 


ND 


0.5 hr, 37°C 


10 layers, 1.5hrs 




7.3 


<1 (10 2 tRNA) 


2 (1000/20) 


5.00 


ND 


0.5 hr, 37°C 


10 layers, 1.5hrs 




7.3 


<1 (10 3 tRNA) 


2(1000/20) 


1.80 


ND 


0.5 hr, 37°C 


10 layers, l.Shrs 



*pool carried to next round 



Number of washes, volumes and duration 

Number of filters and duration of incubation during the background counterselection step 
3 ND, not determined 

4 Fold excess tRNA over the aptamer pool 
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TABLE 4. Conditions and results surface plasmon resonance biosensor (spr) SELEX. 



Progress of BIA SELEX with TGF02 



Rd 




TGFp2, RU 1 




[RNA], 


Injections 


Fractions 


Fraction 


RU after 












uM 2 


(vol,^iL) 3 


(min each) 4 


FW S 


SDS 6 




FC1 


FC2 


FC3 


FC4 












2 


1293 


874 


294 


0 


4 


4(40) 


3(5) 


3rd & SDS 


-100 


3 


1176 


1178 


1181 


0 


15 


4(40) 


3(5) 


3rd & SDS 


-50-100 


4 


3010 


2037 


1767 


0 


10 


6(40) 


3(5) 


3rd & SDS 


-80 


5 


5520 


5334 


4265 


0 


5 


6(40) 


3(5) 


3rd & SDS 


-100-150 


6 


4075 


3143 


298 


0 


5 


6(40) 


3(5) 


3rd & SDS 


-75-100 


7 


3773 


2616 


2364 


0 


2 


6(40) 


3(5) 


3rd & SDS 


-330-220 


8 


2574 


1842 


1461 


0 


5 


4(40) 


3(5) 


3rd & SDS 


-60-105 


9 


3180 


2029 


1688 


0 


3 


4(40) 


3(5) 


3rd & SDS 


-77-114 


10 


344 


718 


1692 


0 


1 


4(40) 


6(10) 


6th & SDS 


-50 


11 


217 


675 


386 


0 


5 


2(40) 


6(10) 


6th & SDS 


-50-62 



Amount of TGFP2 immobilized expressed in resonance units where 1RU corresponds to lpg 
of protein per mm 2 . The protein is immobilized in an area of 1.2 mm 2 
Concentration of RNA pools 
3 Number of injections and volume of each injection 
4 Number and length in min (in parentheses) of each fraction 
fractions carried to the next round 

6 Amount of RNA eluted after SDS treatment expressed in response units 
FC1, FC2, FC3, and FC4 designate the four flowcells of the BIA chip. 
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TABLE 6. Conditions and results of resonant mirror (rm) optical biosensor SELEX. 



Progress of IAS YS SELEX with TGFp2 



Rd 


TGFp2, Arcsec' 


[RNA], 


Vol, nL 3 


Binding 


Dissociation 


Elution 6 








|xM 2 




(min) 4 


(min) 5 






CI 


C2 












10 


1777 


0 


1 


50 


27 


29 


water 


11 


1777 


0 


10 


50 


30 


60 


water 


12 


1777 


0 


10 


50 


60 


150 


water 


13 


1893 


0 


0.05 


50 


37 


73 


water&SDS 


14 


1721 


0 


3.5 


50 


30 


35 


water&SDS 



Amount of TGFP2 immobilized expressed in Arcsec where 1 Arcsec is 5 pg/mm protein. 
The protein is immobilized in an area of 4 mm 2 in cell 1 (CI). 
Concentration of RNA pools 
3 Volume of RNA solution used 
4 Length of binding phase in min 
5 Length of dissociation phase in min 
6 Elution used 
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TABLE 20. Pharmacokinetic properties of NX22323 in rats using a noncompartmental 
analysis. 



Parameter 


Units 


Estimate 




(lag/mL; 


97 1 




((|ig*min)/mL) 




AUCINF 




3058 0 


Beta 1 1/2 


(min) 


630.9 


CI 


(mL/(min*kg)) 


0.33 


MRTINF 


(min) 


350.4 


Vss 


(mL/kg) 


115.0 


Vz 


(mL/kg) 


298.0 
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TABLE 21. Pharmacokinetic properties of NX22323 in rats using a compartmental 
analysis. 



Parameter 


Units 


Estimate 


StdError 


% Error 


Cmax 


(Hg/mL) 


16.3 


3.3 


20.2 


AUCINF 


(((ig*min)/mL) 


2486 


274 


11.0 


Alpha-tl/2 


(min) 


63.5 


19.1 


30.2 


Beta-tl/2 


(min) 


467.2 


83.2 


17.8 


A 


(Hg/mL) 


14.63 


3.21 


21.9 


B 


(Hg/mL) 


1.70 


0.84 


49.1 


CI 


(mL/(min*kg) 


0.402 


0.044 


11.0 


MRTINF 


(min) 


360.3 


35.6 


9.9 


Vss 


(mL/kg) 


144.9 


23.1 


15.9 
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